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(57) Abstract: A method for examining a substance interacting with a hormone receptor characterized by involving: (a) the step of 
maintaining a hormone receptor protein labeled with a marker capable of generating a light signal and a test substance under definite 
conditions such that the receptor protein can bind to the inherent ligand and, after binding to the inherent ligand, undergo a change in 
the state thereof so as to alter the detection properties of the light signal generated by the marker substance; (b) the step of detecting 
the light signal generated by the marker substance under the definite conditions as described above; and (c) the step of comparing the 
detection properties of the light signal detected in the above step (b) with the detection properties of the light signal detected from 
the marker in the absence of the test substance, and thus judging whether or not the test substance is a substance interacting with the 
above hormone receptor protein. 
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IP *> M =» K > 75> e> it = K^KTfWlgf IE ?<J £ '> * < t 

Pt £ £ tz £ * ^ PS «9 M = K > CD ± % IE ?'J *3 «t Jh =» K 
#y x. tf t hx^ h n y y nry^ - U Ifi^ ( ie # 1 

(C c D N A W IE ?ij *• IS ) (75 m & > =» — K nS *S i T* *> -5 99 ~ 
1688 <£ <D m. £ IE ?'J £ 'J? ft < £ S k, T' V ^ ft <±* £ ^ „ & |g W 

tc*3V^THBRJcf^K$ix^iB^5te-7-fi, & 3$ W H 5£ #J ir IE 

f © i 9 C , h E R 13 ifi^ « 5 3 ~ 1 7 3 5 it <D IE ?'J & "a tf 
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IE ¥\ <D ft £ it s h E R /3 it & 1- <K ? — =. > ? '0k # » *5 cfc T>* 
B4 it (7) & & W IZ J£ C T i£ <b i" S t W T- fc 5 t5> h . h 

e r is it e <7) ia yij ft $ « , t ie <o m m m x if m & ti tz t 

*^a^(:is^T, ± i£ <D * >- ut/^ - itfe ^F- £ fii 

& ft & & & $ % - > # -5j -e fe ti fi . f£ 31 e ^ <d 

^ L< „ I fl tC tt G F P (Green Fluorescent Protein) , C 
F P {Cyan Fluorescent Protein) x £3 c£ t>* Y F P (Yellow 
Fluorescent Protein) CD it B =f- ^ "a 4 tl Z> „ Z tl h M it 

i e t (?) t is ^ a , m.&m.&^-<Di'Emte£TfWk&ikfc^F<Dft 

m <D m A h , IS m * * — IS ^ & £ ft rTBS O <Z) £ *ij 

fcf^3 - K'TSJie-T-irOiB'g'tt, si -T m W. <D * > U 
±7°?-mte^r : £? u — - > ^ L , 3§ 9! * ^ — (•*■ f ifi ^ 
i£ £ ft -v — # - #j % Ife -T- i: 1W 15 u -fe 7° ^ — ig e ^ t £ 7 

7 -< y — > 3 > $ •£ 5 #> , v - * - if Ifef > u-tr 

7 s * — it a -T- > co m <^ o /jr #" «6 ft it . ft f CD -7 /i, f ^ □ - - 



WO 01/07919 



PCT/JPOO/04930 



17 

> if h Id ?'J £ -a tf c w <D IS yij tt , $«J ^ Id «t 5 $J ft > 

3d XV I) 13 — if (c J: 6 7 ^ ^ — is a > £ *T tg "f § IB ?'J T* 

T* *> ft (i* ^ (- PS £ $ ft ft v> o 

#'J <t LTd 1 Jd i" p EGF P-C 1 ^ i If b 5 o ~(D^< 
? * - it . — 77 — fef Ifef i: LtHfeSjtlSf^Sfe 
? ( H . EGFP) *r «a ^ , !I E G F P « T S C ^ 

^ ^ n — ^ >- ^ ^ h MCS) ?r$t5o iM C 

S ICftf role? §:*f At5 w <t "C E G F P it {5 ? <t <7) ffll ^ 

1IH*)5/^-^ - ( <F , p CMV IE) <D m M \Z «fc <0 , 
"*fLIS«F§lSHBI!ai*lT!S^{-*a$ft#So * /1 Z. O -< * * - 

(4, aiffJWtt-^ — 77 — itfc? ( H * , Kan r /Neo r ) £r "a ^ , 

t% it b ? ti * s 1 £ * * - % m ^ ja A/ ff *b is ro m *r ro ft 
fu m T- # 5 o » s i§^-<^^-^?46m^^Kftfc-^~*- 

# m € s ro & W:tz-r 0 

Z <D et 3 fd , -^-77— 4^W3t{5??ratpefM^^^-<^ * 
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h % & A, mm & * m m m mm & m if b ti z> a m w ts & « , ^ 
m ^ ^ ?l m m i- «t 9 n o ^ t & -c t s a* . ^ & <£> ^ #j te 

i © y $° 7 i ^ •> a > i£ ^ , 7°^*^ FDNA«IAi$ro 

w is #i m m z m *r -t & z t ia % ^ ^ t tz m w & #b ^ 

f^^tfUirf fits z <b «t <9 , m % m& m m <d m ir % 
r (D «t o \z. m n is m $ n *b m & . n ?a -? ? * ^ v ^ <d -f 

5 ps ^ ^ © 7 ^ y K ia ?y m *5 v> t » - t t < it m. m ^ r ^ / 

i^Lti^assfe l < ><*m m z titzm & w & . is ^ ^ 
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<d m & <t & f c s & % it ^ mw m x* tii -t z ~ t £ 
^ t tft ^ -r § o 

x ^ h n >r' > 1/ t 7 s ^ - li , ± <7) <!; 9 , ^ ft * A- ^ > 
Hz^* — * — "7tS !i - C I t 5 I 6 f T' 9 , x7 

-r ^ ^ ^ ^ ft \z. & n l , ii « (i & ft iz m & -r s „ *igw^ 

<P @E 1*3 ^ <D m £ fi tiE W $iit^5 0 

Iffl R 3r ii ifi L £ffl m ft \Z gft A L L> # V K ( M x. te* =■ * h 

u ? is) h o^y ut^^-i:g^t5 i, u -tr 7° ^ 

- ii 2 i ft ^ f fi£ t 5 0 ^ <7) 2 i: ft ft , ^l*)DNA<7)4#^C7) 
m. S Id yij ( 3i 7 h n y y $ 12 ?'J : ERE) £ IS 8$ L T & 

L , u-fe^ 0 ^ — / DN Aft##S:i^t5. : 7"^- 

e $ tL , e r ETic^fttsafi^^fe^^isi^n 

^) o 
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IP *=> 

t y ^ - (WTER irti) l:g^t5:il:J:9 ERiS2 
* » it T 5 Wl P£ I > 

(2) 2 * flc ffc L tz E R is , IfeftDNAiiDi^ h o ^ 
> j£ ^ IE ?U (SJITERE t 13. & -f 5 S Pi 1 1 , 

(3) E R/E R El^ft^fittf^ll, ERETI^I 
te^asnm-f-S&Pg III 

K&vN-c&ffi^i^-efcs t # £ , w r ^ ct 5 * m * a * 

* ^- > U ir 7° ^ _ # jf. co jkb fa ft jf -f- , v ,g % F c s tc 
J:<9^ttJtf-m5tlIl^, I8l:^t 3 HI 8 14 x (A) 2 * f£ 

ft;t;iJ:5#^ftoii*334:tf#-7-#<z>«/> % & u= ( B ) D 

n a m m ^ <» m & iz. «t s # & <d m & & , f c s ^ £ o 

(1) ERiS2iftfkt5SBl T-cO^tij 
<FCSt:-^f±l-rs^'^> 

M S Jf (GFP) iiS^WSl^te^^^MLT^tetCiA 

tSo e r as y # > k (3L^bo^^tRrt5>^i»a«5K) <t 

M^UiftlC^ro*, E R/G F Pa^ISf i^f© 

ft^mn^it&XWft^-gtKDmikb IT F c s?i b * 5 z 

£ as T* # 5 ( H 8 CO a ( 2 ft ft ft: ) £ # SS ) 0 
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ft & . ± IE F C S "C <£> & US it . HirtT'I^^tER/ 

< i& 3t & * <£> m it t UT (^^c^^^^i:-) fttHtii 

ERtt, ISf -CI: a , j3 2||Wt7'Hy ( E R a x 
ERjS)'*s*pe>iXT*5f9, a a , a 0 % 0 0 <D 2 M & M & 

t Z T* , E R a , E R (3 IfitCo^t, ^ ft ft ^ 3fe §E 
6 W C F P ( Cyan Fl uorescent Protein, $H Jsh $2 $E -ft 433, 
453 nm/i^f7t&lttl 475, 501 nm) , *5 «fc U« Y F P 
(Yellow Fluorescent Protein, 513n m/i 

±myt1&Mfe£: 527nm) 1€ ^ t § ^ » g f !r ^ I! L , E 
R a / C F P , ERj3/YEPi^l6f ^^fijjtSc £ * 
S 6 IC C F P *5 «£ T>* Y F PWJSjeSt^*3«i;tJ ? ^)feK*(75i|#tt 

HI 4 iz Tjk -f D 

ER a/C F P 1 ^ I S f ( j > 453 n mOJt^IItt 5 r 
t \Z X <9 501n mOt Jt?rftltt5^, ER/3/YEP^fi 
IC tt , 453 n m ft ifi <D HB T' tt & £ ft T it % * Wi It L ft 0 

U # o T , V is b* # ft ^ # H "C fi , * ft -e ft It 9 6 

flilfti Lt#4t5f:fc, 453 n m#j5©iWT'li, E 
R a / C F P<D^;&siiji|B£ft#£.<£>£}t£5gi-5 0 

— , K^ftTT'ERa/CFP, E R (3 / Y E P 

<^2t<$^fi$ti?,t, |S| « il 453 n m(Dft^.a?.|j Lfci 

, sJ-fERa/CFPRi'g-Meff^o 501 n m © f i ^ ft 
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„£t £ tl , O ^ t : W f 3t li , 2 * & <7) t- £> 0 S J- ifi ^ 

gCl#?£-f-SER/3/YEPS4£*M6fC£®!}£eL, E R & / 
YEPT^tb 527 n m ft" £ C75 H £ <D %%:rf1&tt£inZ>£ ? {C & 
So cfcoT, 453 n mtt3fi©,fJtl:J: 9 , 527 n m#fi(7)f )t 
30* # b tl 5 ^ if 9 X , E R a , E R |3 O 2 ift^Ofi^ 
^^^-tSlHK't, E R a , ER0O2*{fcfl:&Sfe** 
liftSEfirO^fbi: L T & ft T* t 5 B 

7^*3, CFP<bYFP£fflV^T, ftlftlgiJ*©ERa^ 
fc5 VMiS'J* OE R £ ?:i!lt 5 : t t\ a a <7) 2 * 5 
v 0 ^ W 2 ift^r^ffltS J: ? I: L t t i ^, 

(2) ^ * hni^^j^^ge^ij (ERE) i:g^t5SPl 
1 1 X (D j£ til 

E R 31 ^ £ G F Pilfc^cDfRl-^itfc^Sr^M LtMC 

E R jo* y H ' >- K ( 3i ^ F n ^" > i 5) ^ f t I) f ) t 
U 2 i * I: 4 9 , $ bl:irt©^fe^DNA©EREE?iJi: 
S^tSOS:, i^©ER/GFPi^iat7t^f<7)^f 
ft <£> ^ , BP*>»rt^^iS-f5 E R / G F Pi^I6f)t^ 
3=- ft tf> fcft *J> £ L-CFCST<i:b^-5r<t^ s -e#S ( HI 8 (D B 
(DNA^jt^llS^i^) £ # fig ) o 

ft , # ft 5> -7- 38 i" 5 3t ft o iHB fl£ 1*3 # * <o m. it I- «fc 0 

^ it! T* # 5 o epib, grt©ER/GF PB^iatJt^f «S 
^fe^DNAOE R E IE ^ij II Is □ LT^Sti^, E R E 12 
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?U c^g^roti ( & fc Lti^tl) >: 3£ ft <7) 

# *> , ± te f c s t © t ai fi , aTcistt s i 5 &b 

JISl^l T'lS $ it E R / G F Pl4^^6«$r*fflBSct 9 ttt , 

< fcffl Jfe 7 V — (D %k (D m ^ ) 
ERSlS^tGFPlfe^Wi^ifi^^^lL, E R / 
G F PI^I 6'f ^^iC-&^, nBL, — E R E T* 

6 15mer OO^U =* 5* * U^-^ Kfc£-J5)cLT*3<o I tl Pi ^ 
^-iCM^l:iILTllJiS7!i-(DER/ERE^^i 

H L , -tr.titfett«5K*«iJD-*"5o E R & V ii 1/ K t & & L 
2tftl:/i^ ERE^^<t^-&i-?>^^ v ER/GFPlt 

^ i e t )t ^ o 1 1 w f it, *5«ki*#^-*0>gfls£ lt, 

Mx.!?FCST*t^5:HSft5. 

E R / G F Pl4-&ite^-<7)£fflJ&F*]~- <D m A IZ 1)0 H X . 

- # — ff £ 3§ 91 L 9 sifi^f cis u^f-^-ite^^-^ 
b {c'*b IS \z. m A L > ER^y # > Kii^t5 : t i: J; 9ft 

ig < 0 hp x i * h □ v is & is ?ij ^ $g ^ ffl m m lz W U , 

l&i:*ALfc7 y -fe 4 Jk £ m m -T Z> c ilftf^g^ L ^ 
(O, U # — ? — itfc^jg^T-fcoft^ — # — $3 S? W ^ ft ft £ , 

FCS, 1£ ft ^ St , ^^^cr-7 0 u-hy-^-^Tltffli- 
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^ T- # So 

ft 33 , ±I<7)1ttli*fe(^it5i^Ifif©^i(:ij, G 

F P O (5 A\ CFP, YEPff(7)i(OiiI6f^^iJfflL 

l§] US -e fc 3 „ * > Hr ^ * — wish, 

■ • 

fttl * A- * > I- ir y ^ - % IJ ffl T* # So 

^ CD tc #§ i^fi . ± 3$ ^ <>: 9 , ^ft^'K^iUs-^^* 

m f 5 o 

ft 5> ^ O *$> <b £ £ 5 . r. t I" fij ffl $ ti X # 7t 0 # *BJ AS ^ *g 
*8 £ tt , **WOJ:9*m3t«K$ixyi:iNBJiart^ # # -7- £ 3§ 

m L T ^ 5 m IS rt "C tt ft < > ^3fc«l«$Jh,rt:# J ?-dS!!§»$*L 

S^Cffbtlt^f:. F C S It M T* fi , ® ft f+ Zfi'J # nj fife ft 

^ ^ <d i£ 3fc # ^ » g f&J PS # *> 0 , ^rogtii J: H^tf 
Ttltf T ft ® ft ff 3N ^ -C # ft ^ fc , ±IEO J: 9 ft ft 

L rt> L , 3§ <D J: 9 ±W & 'gmfc^F t <£> fit it 45 ^ 
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fe*>*a*Srfliy<l?-*-5-wtf4JlLv^o H s *B JS 1*3 U: F C S 
ffSIK:*iifc*3te#^*£Sr, «e^iAi: J: 5 ft # -i 1 3£ 
^aiw^iwfci?i:Stt5 : Hi^< <£> ffl m & # 5 . «t 

o T . F C SW-9J^"5Tfil<C»lflaSr^ffl-*-5#MSr*< tz tb tz 

it T- * < % ^ m ft m m <d m tit tz is x & m i± <d x \,^' — ? & 

Z ft ft \Z M s F C S tl-iClLfclS-C, 

fc 5 o S , ro,t^l:FCSffai:lutJS-4ittijia*|ij 

X ± $ £ £ ft - t "C- th Z> o 

$t * & ±. & M & & & & iz is ^ X SL m L , * /u ^ > ut^ 
^-HlSfffflt5fef^^It5±T\ F C S f+ m lz M L 

— ft £0 J® ^ £ M m U, Sb «J f* ife ft # X £ 5 «fc 5 ft £ (c 
iff V > I? Iffi > * t- A £ *t £ -T 5 r. <t £ @ fit L 0 

i o T , * H W I !: if s L V > m m t LT, JEJL T C ffi «c W 
^tkA^DZUm-tZo F C S I: J: <5 til (d i§ L ^ffl ^ n 

A . £'J If &ffl US * n — >cO Si *R 

ttrojsgi'CttSS/.eftR^ttsr £ # t- # ft ^ ft . r ^ 

it & =f- \z m m aft ft a ( y -r ■< > > . ^ w << -> > , # 

v'>^^j5t^%SfW145te^) £ t> o i 9 Id it f5 ^- ^< 
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-rs^ajiS^^^iitR-rs r t & m % 0 

B . F C S \Z J: 5 f+ m 5g L fc *ffl J5S tf> 51 *R 

*38Hi;fc^tF c s «t £ m tb 31 L Iffi £ li . «l ttJ • 

m in 

^u^s^3t«5«-ea«LT*aij!art ft ^ x- ^ ^ 

*B JS 0> ft rt» . A ^ ft ^ w ft ^ £ ^ -T 5 IS £r 51 *R 

f c s t+ m it, ^ i f l <t ik /Jn -e tb r> . z <o m 

^{c-i-^n^^^t^^iSc^ o.i-ioo {g) fl §[ X ft ^ t 51 ^0 

# -7- *$> h € £ 1+ m X # ^ „ -T ft ^ 10-7-10-9 Mtf&lt 
ft # ^ 4 # * 5S & *ffl J® £ it S'J -f" 5 ~ £ ^ s I T* 5 o 

ep . f^itiittuty^-^^^F c s -e t + ay -r z> t- 

-e # & L T t> ft It ti fif ft h -f , Itt'tt '> 4 t ? T t 
m X # ^ o *!! 7- m 6 !•: ^ f „ HI 6 li ± t5> *b HIM , F 

f it ft % i- wl & m w ft * m m <d m & . a* 
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-r € 5 m & z * ti *z ti Tfk -r 0 m % # * & & /> # -r § i§ £ 

fc tb tz it , ^5fc£ftt£tta»oftftttt;:49jft-e#;tt,fif«i:^ ! , J£A 

( a ) # 5t m. t& wl it , mm & mmwrnx-m m i^mmx* % z 

— If- >r F ItwHISCov^T, ^ % ft a* flu is r 

£ ^ ft £ , ¥ ^ ^ (C o ^ T t> ft ft T' t 5 f:: #> , * o - > 
W0^3t3fiS<7)Jt«ds-et 5*t'lliX^5„ IU it ± £ 

* * i+ ay -e # z> # , ajiasrSf im # fr^zx 

^*tt5, ( c ) f - M-y^il:, & gfe o Iffl 

— ^ mi <d m yt st (D it m & -c* # 5 ,6 -e m n -c v ^ 5 „ * fc % s 

Jt/^ - h^#BIS«F*T?#ntf, fWJ B# # # O *ffl J& * □ - > 

M - (FCM) l££0*n — >r£OS|fflte*>fc0<7>^3te3£ 
ft £r ft ft L it o F C S f+ ftj <D m tC , iNBBS*>fc»?0*5tSlft& 
ft * &«j (z ijsij ft L T £> # , r. ft * F C SW-ffllL"7t*3t#«fOS* 
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S ft m iz m 31 ft 7 a — If 4 V * h!i-«ajafo/:^)(Of^5l 
m > itt n y f a - (iH5^*^A&BJIS) £ 0. 1 £ L tz 
Bf % 0.2— 240, » s: L < {3 0. 2~ 60 T* *> 5 d t & t> o tz „ 

ft *3 , ite:'i:(Df ^^SitSfSHtll, F C M I: PI 

( l s c ) ^ (D m <r> h (o x i> x v n B m % & m ti , it ffly *s m 
3t K pg <d mm . mfeekw. m £ is m # k ft c x m ± & m £ n 

L < . #J *i tf li ^ 31 e # ^ A $ ft T ^ ft V > ffg 

mc ( e»j ^ it m m ) wigf ^©i£ic ioT^tt^ 5 # 

C S <£> £ ffl ^ * £ ft £ffl fit 1 — 1200, $J * L < fi 1 — 300 <D 

m. w x m x # 5 c 

s^fg^^^ ui^ r i & nm -t z & m & fo z> o z <d ti #> 
z> mm ? o->*i§ui*ft-citBL, « « i- 5 z £ 

V 

i^Ifif t UtoH^li, 1£ ft SI flic: J: «9 J£ ift 
!■■- iz m %E i - S - it i s ^ ^ o T 1^5 W t , fit ta ^ 
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z t x it e rt ^ m m iz # <d j$ £ m m x t s » * * 

— if << Y * h 'J - ^^ ? y^n .^f ^ ) £ fr 9 

r i: -C fit IS 5. 

c . f c s t+ ay \z. & m t ta % m % <d m * 

IS W if i i l: > p H ^ ^ 1 (7x7-/^-7 K ) ^ "a A. T; 
Si:, p Hjt^i ( 7 x y - ;i/ u •> K ) ^ * ;i/ ^ > ^ ffl t> 
, mm^^tft^m-r^tzib,' F C S ft i i: t o T ^ 1# I w 

IS % <t Lttfi^Kft^c , Hi fl& j£ * ft 14 , m&tf * 

lasiiWpHifffffl^fc^is, f c s if »j «f , ^ @$ # 

T L k V N 4 II IS (i S tt ^ 5 o 

± ie-rsi jb * « * -r 5 & , f c s t+ au m is «f * *r l 

T (4 > p Hfl^H ( -7 s. y — /u u s> K ) £ * i" , o * & 
*> F C S §f 8!J *M4 , S * © li SS if I t I t' 5 C O 2 

5 % a* o 3 zt^i^stt't^^fcfe, m wt a * »£ <fc & 

V^iRaff^ffl^to^filS!, 0tJ*.fiLeibovitz-15*&ife, 1 0 ~ 
20 mM HEPES ^ iC J; <9 £ ffj p H & ®J ffl T # 5 *Sf * jffi £ fit 

HU ^ 81 
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4 if <d £ & ft iz m& z ti tz % , it ^ m m <d m m & ? a -r * <d 

lsiiZ<DVtt&T'±&lZtem& & & + . ± & ft (D B m >,Z 

* if & m & -f ^ t — a. iff si fc a § ib . ± w ft <» m m % \z 

«fc o ttl fcf-tilti^rt^^ia^ffl £ t o tj t> ?E # S 

i - 4 fc> , i£*&#>ff&s#i-5ii:i!fK *> s i Mi ra b# (c , n 

8J ft m f£ £ t o £ ft tts #5 (^Uli'BTl s 9 5)1) b tetit 
& 31 4 L Id , ^#t^ff£^c7}i;£g# LXftftWmZLftmZ 

(7> ^ m , »tft«B«*Mk^«3i<7>flEfi(|i4- 9 "f -t (7) £ * (D 

ft ^ $ tt > {k^«3t^ftl»4:g»t^:ftl»^«a*sf^ffl*Rjari- 
*^oiSi*Sr«Wt5 : i is^li'i 45. ft o x , ^ ^ ff 

»1*4feffOfefrrtfwfe»tSftWM*Ort^^8lSLtt<7)^r^5& 

if fie *s -ej isg £ 4 t9 , «t o fit g * < . <t ¥ m n <d ft ft mm %l 

* 3§ W CD H J£ 0«J fc o ^ X IE to "f -5 o 
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[ t h ^ ^ F n ^r'y i/t^^ - J3 ( h E R j3 ) it {£ W ^ 
n — =. > ^ ] 

t h E R jS (75 i£ £ |£ yij £ t t \Z Wi it =f- 2 u — =z. ^ ? (O tz 

■7" 7 ^ - 1 : 5 ' - G T GCCTC TTCTT GC 
A A G GTGTT-3' ( IE # # 2 ) 

7° 7 ^ -7 - 2 : 5' -TCAGC T *f G T G ACCTC 
T G T G G - 3 ' ( IE ?U # ^ 3 ) 

:»7 1 7^^-^1^, t hit I c D N A 7 ^ 7" 7 y - 
(Clontech) ^iSt Lt, PCR£&T<Pcfc7&^#T*ll 
1 L7: c -f :b *> , t hffl c DNA7<7*7 !J -» 4 00 
ng £r M <t L , ±!S7°7^^-#4 /zM <t; 0.2 raM dNTPs 
(dATP, dCTP, dGTP, dTTP # 0.2 mM) % 40 mM Tricine 
— KOH, 15 mM KOAc N 3.5 mM Mg(0Ac)2, 3.75jug/mL BSA, 

0.005 % Tween- 20 , 0.005 % Nonidet-P40, t£ b Tf IZ. 
Advantage 2 Polymerase Mix (Clontech #8430-1 ) 5 n L 
sr-atTs 50m L » P C R5£«^ffl^t P C R ^HS Lf:„ 

• • • - _ 

P CRS(£?li, * *7J (7) g£ ft ( 9 5 °C 4 5> ) Og, 9 5 °C 1 # > 
62°C1^, 72°C2.5 ^ O # T* 7 if- * jv g j£ £ fr ^ , §1 # 
M # s 95°C 1 7* . 58°C 1 5> , 72*C 2.5 # <£> ^ # X' 25 If -f * 

■ 5 J£ £ ft o f- co *, , ft ^ 7 2°C 1 0 ^ S Jt^ f > K m £ 

P C RS^lfero-a ( 5 ju L ) ^ 1 % 7 7J' n - 7 7 s C 
tt^»»U ifero^ft^fX^lftilit'fcSERjJi 
{•5 m C X' th 5 - t t" 5t S L % , TA i7 n - n > ? # -y h 
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(CI on tech #K 1901-1) & m ^ T P C R M. 4fo <D ^ o — ~ > ? 

2/iL £ , 6 mM Tris-HCK 6mM MgCl 2 . 5mM NaCl , 

0. 1 rag/mL BS A , 7 mM g-^yU^yiM^y-zK 0.1 mM 

ATP , 2 mM i? 7- * h \s 4 h — A- , 1 mM ^ ^ yU S > N *3 

it? 50 ng pT — Adv-^^ ^ — , /jr b 0 1: 4.0Ieiss a= y h 

CO T4 DNA V U — if 4" "a tf 10/i L g^ffif f, 1 4°C T* 1 2 B# 
PflJ^±-f y^ra^ - h L tz o 

y o h 3 - ;H: ^ , T0P10F' E.coli (Clontech SK1901- 

1 ) ^11 gj^lfco 

W "b tl tz ffi % te & # «fc <9 , NucleoBond Plasmid Kit 
(Clontech UK 300 1 - 1 ) £JBl^T^7*S KS:*iL, ±& S 
IB ?'J #T fZ ffl tz 0 & S IE ?IJ ft? tff (1 . .PE Biosystems 3 77XL 
iaS fi ffl W Dye Terminator Cycle Sequencing ft C J; D H 

i it, 

% £ IE ?U 8? #T (75 £ x % h tl tz ? n — > (7) v if — h D N 

Alfi^ljfi, t h x 7 hD^>Hr7°^-j3itg^(D 53- 
1 7 3 5 bp C7) IE ?ij IRS # t ffl — X so o tz c Z. CO IE 3?U fi , t h * 

= K > * X ± X -a A/ X V > 5 o 

±iW<t9t-*gftthER^jte^$r, pEGFP-C 
1 ^ ^ — (GenBankAccession#:U55763) C t ^ ^ d - = 

>^t5:>ia!) 1 h er Jlfi^it^y^yft*© 
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^#,1i;7c3lE=lWGFP (Green Fluorescent Protein) iSfe 

K O S i lr o t 0 p EGF P-C \ 9 9 — COtl^H 
£ HI l ^ -f 0 

i: J3 U h E R j3/pT-Adv 7"7 ^ ; K US 

20m g £r , Hindi 1 1 J: T>* BamHI CO 2 9 <D U PS H If X ^ &r '& . 
± 4 £ 1. 0% O i i 7 # n - 7 ^ /M: T 1 t » 1 L t : ^ 
/^"if -^n^n^^ FTlfet, U V h 7 > ^ ^ ^ ;^ 
-^-±T'^IilrDNA77^^ >- h -T X £■ m R L ft jo* ib % 
**J 1.7 kb (?)ER)3»e : f77^>yhi*ro/<yKIIS^?r 
51 9 ttl Lt, :ro§)9UiLy/M»?), Concert Rapid Gel 
Extraction System (GIBCO BRL 11456-019) £rfflV^ ER/3 
7 =7 7 * is h £ ft $g L 7c o 

mmi^ , pEGFP-Cl^**— jfa 20 M g £ , Hindlll 
*3 «t 15 BamHI £75 2«<E>»JI8##-C3DBr L iS 4K # (- L & , ± 
* & 1.0%COii *7^fo - 7 -7'/H:TlIjjcl LT^ 4.7 
kb COiHil^tp EGF P-C 1 7 =7 ? * > h c7} y< > K AS # * 
#J «9 t±i L , ~ (75 «9 <±j L ^ ^ 6 , Concert Rapid Gel 
Extraction System (GIBCO BRL 11456-019) ffl V pEG 
F P-C l-<^-^ilLt 0 

~ <7) -< ^ $ — y =? sf > > fs o.03 p mo K iDil/liWiJo 
9»8LfchERJ 77^^h 0.1 pmol ^ ^ tp D N A i 
Wl^ 10m L £ , ^itT) TAKARA DNA Ligation System Ver.2 
<D I m ( TAKARA. S6022) tH^LT 16^ "C **J 12 HftH 
a - h L > 7 ^ 7' - y a > ^ o fc 0 
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w<7>Sft?£ 10 u I * ffl V^, ± m W DH 5 a ( TAKARA 
#9057) & f8KlBl& (h7>^7t->--> 3 y) L , % <b 
ft, tz. W & & & <fc 9 s NucleoBond Plasmid Kit (Clontech 

#K300l-l) £ ffl ^ T 7° 7 7 S K £ * Ml L S IE ?'J fl¥ tff lc ffl i> 

fc o jft a IS ?"J fi? #f s PE Biosysteras 377XL $E g & ffl % 
Dye Terminator Cycle Sequencing ftlC J; ^ Hl^ Lfco 

14 it e -7- % £ IB ?IJ <75 — * H 9 I- ^ -T = 0 9 , 5 ' 

■ 

h 3 ' It] Jii {z , ^fef 3tifif (04 1 , EG 

FP) , -vwU ^ ^ □ — =. ^ ^ H?r^A^T*hERj3ia'g^- 

(HI 3 , h E R £ ) #Ei^T^5 : i^^t 0 U *p s T 

HSRS'OiEyj (GT GCC TCT TCT TGC A AG GTG TT) it. hER 

JS it€^ ^ n-=y^|:ffiffi L 7° 7 <T -v - £ W « # £* ^ L , 

T SHS O £ ?U (AA GCT T) it , Hindi 1 1 $] PS g# * -tf- -f b £ 
^ "f 0 # y # * T* S Ay ff A TG gMi it % hERUie^O^? 

[ 36 7° 7 7 5: K t: J: 5 t h iff & ** <D W 15 & ( h 7 

_b J£ CD X 5 K « ^ L 7C fit ^ it e ^ 3§ ^ 7° 7 7. 5 K GERb3- 
9-1 ^i^t > t h ?L # A, Sfi Itt * 315 ig ft *B US t* "C £> 5 MDA- 
MB-2 3 1 &&Mfa&i<D1&9tlBi1& ( h 5 ^ 7 7 1 ^ 3 >) 2r 
trofc, t h$L# s A/&tt&%%&ft!J&ft MDA-MB-231 f± 
ATCC ii^lA L , 1 0 % FBS ( 7 & «S *D L L- 1 5 

ig ifi T , 37t©jDS»*Srtt»t Lt. h 7 > * 7 m * 
•>a >t5iBi: MDA-MB-231 t: F D 7" •> V MI L t ^ t ^ 
■fr , 60 mm v- -T — HI ^ 2 X10 5 ili IS B GERb3-9-l 
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-f 7 * % h'fc!l#7i^fy ( GIBCO #10964-013) l: i 9 ^ 
GERb 3-9-1 7°^^^ K 2 u g ^ttfDNAgffi*, 250/iL 

©mft^t ^ l-15 ig ife t- * *5 L , :tii;y7^^I8 

M L Iri* UTltat' 15 ^ifel lfc 0 ^Ol, w CO D N A 
-7°7 ^ It I ^ ^ ^ i C , !)*°7i^ F7;>KI 
Ml if £ * # V ^ L - 1 5 ifil 250 ^ L tt^ Lf: W?rS^ L, 
$ h \z m. t&. X 15 ^ftlLfe, ' <D M [z Wi P *ffl £ if 9 b T 
*> ^ 7c > — \" <b *S 2 ffi £ # , ik it £ <a £ .ft v> L-15 « 

tfe 2 mL t £ & L o 15 ^ % > ft 1 L T ^ f: D N A - 7* 7 

* 

^KI-!J*°7x^ h7;yjS^8S 2.5 mL £ , «ft ik it L- 
15 i§ 1 2 mL T-J&*?R&tf8!Lfct&2->-V — ^{wgsflQL, 3 
B# FbI 3 7 °C (75 flP il jg §£ §§ T* > a. - h t f- c 3 NfMt, 
i* * *S ii 3? tf> 1 0 % FBS "a L-15 t&±tfe 5mL T'li L, 
24 B# |HJ J£Jl ± J# §£ L , GERb3-9-l ^^^5 K C ± 5 ' MDA-MB- 

231 ^ 2 *ffl J!& ^ h 7 ^77i * ^>3 y !: ft o fc 0 

[ £ £ L 7t ff2 ft U Jft ig * *ffl fl£ ^ w n t Rl #B US ^ C *3 5 
it £ fif^lS] 

L , 1 B %. , G4 18 ^ftHH 600 ^ g/mL ft 5 «t 7 8s iJQ L 

o ^ (7) & x 3 - 4 b r t iz % m m ( m m «f * % , 1 o % fbs 

fcitf 600 m g/mL G418 £■ "a O L-15 i& ) £r £ & L ft # <b *g 
# £ HI ;0c L , G418 tCj;o^£§y h7>^7^^^>- F »1 
«lffo/: c I «) 2 I f B 1 t , £ 3£ L T G4 1 8 »tt&£»LfcSHB 
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? D-y|ri§IL, GERb3-9-l 7° 7 * S K C i 5 $ ^ L /: 
-f $ - t G F PWi^ief^$fLtIit5liSS^ n- 

y^iioroiiiiT'fcofco ft if ft <b , m m & m e k jt » 

i^^^T'Hit 5 J: ? ft £ffl . h^>^7^^ 3 v 
IIS <z> 9 *>i:?E«Ut ^l^^^jxfc^^tfcS, 

* % 93 -c tt % ifc 0 h 7 > * 7 * * •> a > & ft ^ , * * ft *B IS 

2 {Z7jk-t 0 GERb3-9-l ^ 7 ^ l: i 9 = - K S ft 5 G F P 

/h E R ^ 1 a I 6 f i s , iNe IS T* |g m b . fl£ ^ F*nc ^ £ 

IS ] 

1. tt %tm MM <D t h f L Dffi ±£ H *B Jfe MCF-7 £ % h y 7 s «> 
> + EDTA (0.25% trypsin-EDTA : GIBCO C AT# 2 5 2 0 0-0 56 ) 
X fij L % D-PBS -e 2 El gfe ( it <b 300 x 
g s 5 % ) i" -5 o 

* 1 * * * 

2. D-PBS 50m L LT, 7ft 5 x 10 5 ® (D & fa \z 

^5i^c3r[*ri:0#K^fi:^at5 ( ^ ft 1 0 * ) 0 

*BI JIS 16 3£ fffi £ L- T , IMMUNOTECH ( = — ^ $ — ) , CATS2388, 
IntraPrep Permeabilization Reagent , 50test ^ {is ffl "t" 
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<5 o 

3. IntraPrep Reagent 1 100u L ISJD L , # /»" T y V * 

ii it 1 1< m -r 5 c 

4. £ ifi. ( 1 8 ~ 25°C ) T* 15 ^FbH ^^a^-^a yf5 
5 . D-PBS & 4 ml 1m x_ % ^ jfi T* it <L> 5* fS ( 300 X g , 5 

6. SBSS*^yf^^L"CI5CU, IntraPrep Reagent 2 
£ 100 /i L iJD L> stf T- y * * ti (Si fc> T II If- II 2ft f D i" S 

7 . £ s. t 1 5 ft m 4 y a ^ - •> 3 y t'5 . 

8 . *g T* fl* 35» m 1,2 y fy^tS ( ^ f y ^ ^ 

- & St ft & m 

jj[ E R a fit ft £: L T , Affinity Bioreagents. inc , 
CATSMA1-310 , fit ^ ^ h o ^ y 1/ t 7* ^ - fit ft * ^ o — 

( ? * ) £ ^ ffl L , ^ER(3^ftiLT, Affinity 
Bioreagents. inc, CAT8PA1. 1-313, g[ = ^ h n ^ y 1/ t 7" ^ 
- fit ft *° U * o - /U (|7t^)>ftlt5 0 

9. KER oSt*U< USER D-PBS T* 
200 if % L , ^ <£> « Ife * I- 5 0 u L JO 7L . IM> tl S fD i~ 3 

10. £ ffi , Bf^f-C* 15^FbH - a yf5 0 

1 1 . D-PBS £r 4 mL *D x. , S ifi T* i£ 'fr # 81 ( 300 x g , 5 

— ft; fit ft ?3s Ad 

f ^ittt^ 7^1nft i tt> Molecular Probes, CATSA- 
11029, 7 U ^ t 488 /goat anti-mouse IgG (H + L) „ 0.5 mL^r 
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L , mytMWitfi'>-y-*cffi&tLX, Molecular Probes, 
CATSA-llOS?. T U- ? -9- 594/goat anti-rabbit IgG, 0.5 mL 

& & m -r s o 

1 2. itft^f&ft^'y'^tflfr ( T U * If 488) t> L < It M 
ftWWLtfiV-y-^tfLft ( 7 1/ ^ t 594 ) £ , *L *l # & & D- 
PBS T* 100 % - 200 ffiP * 5^ U , rixSrfiJT^^tSiltMC 50 v L 

1 3 . D-PBS \Z cfc 9 ft JA ^ £ 3@tT3. 

14.0. 5% # /I' A 7 /I' f k K £ m 7JD L 7t D-PBS 500 /i L 
J? as £ -It % 7 n — >C F ^ — * — T' ft? #r i" 5 o 

1 $ tl O c t h f L & fcffi m MCF-7 , :r. h n y'y l/t/^ 

— a ( E R a ) HILt^5:H>, 77 D — IF F ^ F U 

- T* ft? tfr $ ft . ^ co M tff ft * £ 11 l Ol:^t„ t F ?L ft *ffi 

IS MCF-7 f± , 17 F d yy 7*^- 0 ( E R j3 ) £ 36 

L "C ^ 4 i> o fc „ — y? > t ■ h f L *s A/ ffi IR * 3K JNB US MDA-MB- 

2 3 1 T* tt , E R a , E R J5 > ^ C I ^ L T ^ ^ c f: „ 

c s 1 1 mi co it ts ] 

MCF-7 £ffl Jjg £• jft 80% =i y 7 /l- x > h C S 7: 60 mm •> 

^— pEGFP-cl, pEYFP — c 1 , pECFP - c K ■?rft- : ?ftl~10/ig 
^ffl^t CLONfection ( CL0NTECH f± ) i: i o D ^ 7 1 ^ y 3 
> }C «t <9 F 7 > ^ ^ * * v- a > L tz o MCF-7 &ffl <7) *i fit 
i§ it ( M E M + 1 0 % ^ y 8d !/l i IS + ^ S 7 5 y" & 4- 1 mM 
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fyvfygf h U \Z. 6 0 0 ~ 8 0 0 n g/ml geneticin 

* ffi m l x m *r *e m t u , 3 ~ 4 b & # fc % te & & l t* & b 

0 - > £ m t- 0 

IZ. X ^) li Lfco f iifif G F P ct t>* Y F P £r IS 91 L T 

^ 5 i ^ fi « ^ <a ft £ ^ ^ T- £ ?t , CFPi:o^tlli 

^ f * •> ^' t ^ ^ t i 5 r <t # -c §r a» o /c e 

* * # 6 tl fc ^ IS ^ n - > (i , ^ n _ -y- ^ h ^ hy- 
( BECKMAN-COULTER tt , XL) Cl =fc <9 , 7^/U^PFl, PF 

7D-f^ v * h v — <d mm X m z kxr . m m -r 5 = 

1. f^I&fite^W^^iAL/: MCF-7 jfcffl Jj£ * ° - 

^^^ft^'ftttiiL, #! & & ft 106 h y y^y + edta 

T* fij ^ L , D-PBS T : " 2 [H #fc # -f -5 » 

3. *BUS?c2 — >S:ftfflLT, ^ io J; O'f ^ w 

4 . & t, n i« us * a ^ ^ # 36 a? # * ig & 5 £ 9 k ^ ft 

1 E I: 1 II ft? C t ^ It 5 0 

* ft 3ft £ Sr ffll £ L *: & & & HI 1 1-111 3 Id Tjk -t , 

YF P - 3i:*5^T, F C S f+ ®J £7) *f — $ & it tfc L tz „ F C 
SW-SlItt ZEISS » F C S (ConfoCor*) * M ^ T ft o tz (ft 

as a r u — if - , n m ^ > x a o « > * n #c ; o . 2 5 M 
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■ (^Dxi.TMd*)) = GFP - 5. 

353.5 MnX) , gIEfti&## J F-»g«:ig;iT 

YFP-3 (¥*^3i}t&g 170.5 MnX) tt ffl IE * * * 
55- ^ ft £ Sr * L t ^ 5 ft F C S If $Jj ft "C <9 % f ©I £ 
ffi B8 68 & ft SI 7 C^J nt^So *3fe&«Lftv** a — ^ m 

^^t^^^ffiv^G f p - 5 tt , i+ so m m ft co % =?■ & ffi m # 

m co ioo & m it t- ^- t x <o ^ FcstttttSlt*4^:i 

# fc> ;&» o „ S'J i£ s ifc <F <^ n — y ^ V .1 2 3 & 0.1— 1000 
nmol/L i:LTFCSffiLfcg*itkKt5i, G F P - 
5<D^7t^-^cDit^fi, 700 nM U ± T* fo 5 <t JB £ $ ft 5 „ 

CI CO CI t «fc 0 % F C Stf»J<7)3t«>^ttJjiffliai*3^3tail*^-?0 
}ft 0. 1 — 7 00 nmol/L <tL. I W f ^ b 7 n - ih-f 

h u - ^ & ^ 5 IB m *> <9 ^ g & g <t Ltii, m tt = > h 

o — /U (Se + *iA»Sa) *• 0.1 > Lfcl, 0.2 — 240, ft 

* L < .fi 0. 2 - 60 # F C S 1+ m * S -C fe 5 £ # A> o tz 0 =t 

0 T , r rot*3l^^tt5lite^ n - ^ £ F C S f + 90 <7> 

ft tc as^i- ft fj «t & # , iijsriwfjt&^tts^g 

1 LTIt F C M i: PI t f , ^7D-it«l'-f-7^ + = 

> 4 h * — ? — (lsc) ^wiwtwtt ^ ft 

i^cfftti^i^s« ( m 7L ai ) wi^^jtway^fi ic 

T ^ ?H t f: § o" , F C S O 3 ffl Cl ft m t£ t® US 1 — 1 200 , ft 
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£ L< it 1 ~300 (Dg&ffl-CjltRT'#-5 o 

3te3££«rJ£*ffc-r5wi::& s T#rt:o fi£ o T . # *ffl US ^ n - ^ 
tf) i£ ft 3£ ^ £ i& itt 1" 5 ^ £ ri* ^ ^ ft , F C S M ffi kz. 33 

Itfi Lf:G F P/h E R /3i4^a^^-|gSi.t§*lB^^ n — 
y #.1 ^fflV^T, h 7 y t - /I'S^l: t 9 G F 

P/h ER |8ill['&«SKO2*{*:fbOtftaiSrtTofe 0 G F P / 
h ER /3li-£iH£^-5§9L±#§i£fflJ&^ n — ># l £8 ? * /KB 
7 -? 7- y ? J- -Y > y< — (Nunc 3136439) C i I L, 1 B£ 

3 7 °c « ^ m tn m %s ft x m m t ^ e ^ <d ^ x m m m * m # . *b 

IS £ PBS -e i5fe ^ L- ^ m , mtf J: t/7 x7 - /u ^ K ^ -a 

L- 1 5 m i& X t% m W. m & L it o Z tl \Z 1 7 0 ^ ^ h 7 V 7T — 

^ f i I S 10"7m i * 5 «t ? i^JiD L, ^R&UKi: 2HI8] 

W) # £r ZEISS O F C S ( Conf oCor®) C =t <9 f+ iJj L tz 0 

17/S^^ h 7 ^ — ^ *D ^ . 0 ^ io «t r; 45 M i§ 8# CD 

F c s ttSJf-^^BI l 4 i:*t. f + W\ <r> U * , 1 7 /3 ^ ^ h 

7 ^ — A* m 1JQ '& , 45 ft X G F P/h ER QM^^&ft^f-V) 
ti£fk&?m(Di<gmfc^hfttl 0 Z <D Z t it , 1 7 j3 3i * h 7 i? y>r 
- /u| ^ id t ft a G F P/h ER ei^lBl«2i*ft 
> *o ft 9 3t jfe <t ¥U Wr $ ti fc „ HI m <D & It , G F P <D ^ £ 
36SLT^5 = y h n - /u|ffl J)g |: T li f i $ n ?i A> o : 
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% w $j m 

a ± f£ W b «fc b \z * |g- PJ? iz X <9 ft) tbx s f ^t / l/t 

tft7 s> ir -< 7k & fit St Lf: 0 

$ ^ ^ W 7 3/ ir >f ^ £■ til & -f -5 tz tb iz , * jv ^ is u ir -f $ 

f i £ fife I, tz mmm^-mfc^- * Itm L , 'Ois-^itfe^^ 

^itsiiit'i^-^iiifc, * ^ t- > su i a m & X. 

9 $ - * tf ft 15 m JIS £ iU £t L o :H!:J; tJ iu I £ K 
(EtfeSBllSlcfcJi^T, /i- ^ > u -tr ^ = * — / — * — m St CD St 
^ S & K £ Si m $ i± S 3. t # "51 ^ i fc <9 , £ # # SI (75 #0 J5S 
^ T , ft ft ■& 3S £ £ * * ^ ^ > u-fe-r^ — ifif 
^1^^*5 1 i: *s pj fg # o tz „ 

•tr7 5 ^-5)i 1 »t)]t ( HP *> -> ^ "J* ^ fit it ) £ 3fc ft T? il SSQF i" 

is to &ffl *3 v n t fp fa -r ^ : i # -51 ^ T- *> a „ 



WO 01/07919 



PCT/JP00/04930 



43 

#j ft » # srSt 5 ^ t # -c # 5f:fe, £ ft ; ;i ifi ^ I? fffi * -r 
A T* fc 6 T' flE ft T 1/ > & o 

w . It^ieflr^i LTV\3*fflflS£ftffii-3fiJj&£: 
LTIi, — £ffi fl£ X' t> §+ SI PT b£ T' fo 9 '> ft (£> $B IS L tf> & S <t L 

mit-kmm~^mx*tbz> - t & m if h ft s „ 

•£ ft 3 =t 9 & £ # & ^ ^ ^ ^ l& ^ 7i ^ ffi 5£ £ M ^ £ T 5 - 
£ *s -5j f | X' fo <9 / X w '> # ^1+ $J T # 3 w i: v ft i Lfc 
B ^ I 6 I S > ft * Id «t 5 * W « # t "6J fig T* fe 9 . *B US £ *8§ 
ft *& i" 5 ^ W # ^ b ft ^ ^ <b % 3E @ Wolfif If io 
it/Sltfigf >- h n-/H L ^> 1~ < % H & # £ * il 

it l ^ -r ^ ,t as ^ ff b ft s e 

=t 0 Lfc*£i*:fcLfcfci«> % F C S ft ffl I: I L f: 

s f+ $j & #j tz m 5. ft £■ o*Bflao^3tKS©»ffl[{k*i2o 

^ o w9LT^{I^*fflflS(Dil*Rfe^5i35:$ft, - ft t- J: «9 , 
Hkft is ± 7 * - ft * <d £. mfe ft X- <d Ito % ^ffSttJ: < 
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yu ^ > 7° ^ — cd 2 ftttfbw&aj^-cfcriSpjflii: ^ o c 

Ii:**M0 7'y t>f ^ tt > a T l: IE ft (?) 1 * (n^Zkzm 

* 2r & (c J: tt rf , lb # % IT ^ i <9^^$n^^:^/u-trT 

* - IK £ g 6 If £ ^ L fc £B |g '>^t/uei<Of SJWgpir 
( H 3 tc -T IS: pg I ) ib ^ its "51 fig T fo -5 fc * , &<t*£Mn 

©rt^^«iLttSr, ^ * m x <o m < m b# m a. ^ <c & a & -c- 

* . * -ft ife i ft tt* , 5 ft K # , u -t y * - g e 

R&-frLfzms&fti/?'-tsi'&m ( sn *> , n 3 k ^ -r © w i ~ 

III) tf> m PH * T* (D -> ^ -7" /u {5 £ £ ft f£ -f 5 £ ^ S r. ■ 

t «fc 9 > w #i Jf & r =r ~ x Fi>ry^i=^ h & If ffi 
t? I 5 i- 5 i: 4 5 . 

«t 5 # S'J * K £ £ AD ;t 5 w £ & < % JHBJ!fgrt'>^^yuea?<7> 

# i£ Pt # & tu -5j m. X- th z> o 

flafC*3l^-C^tb"5J^-C**)S7bfe x t& 5k ££ fl? C7> J; 5 (d # ifc 

f Co^t UII i-- # & f» a t* tB pj «t ft 5 „ 



WO 01/07919 PCT/JP00/04930 

45 

r <D i o \Z F C S fl $J X 6 * ^ & i-x s -9- > T 4 -c 

«fc ^ , High Through Put ; HTP £ C J; 5 S 1 , ^ilf $J 

<Z> 3£ S K M m L^t^fiJ^**t5. 

iJf 5o * # ifc , felfflci?.^!!)-?, #F M iz ft 

£ m ± w fij ffl "5j t g tt 

» - * • - 

£k±t&W L fz X o iz^^m it . * /u ^ ^ u ir 7 s * - > *i 2 
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m * <d ts h 

m T* o T , 

^ y ut^^-I6f ittfef^, HEU-t^^-^fifC 

h~ t & \^ tz t % iz. ^ <d vtm it x . mtz-^ - * - mm 
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SEQUENCE LISTING 
<110> OLYMPUS OPTICAL CO. , LTD. 

<120> Method for testing a substance interacting with hormone receptor. 

<130> 00S0496P 

<150> JP/ 11-209860 
<151> 1999-07-23 

<150> JP/2000-163475 
<151> 2000-05-31 

<150> JP/2000-163476 
<151> 2000-05-31 

<160> 3 

<170> Patentln Ver. 2. 0 

<210> 1 

<211> 1740 

<212> DNA 

<213> Homo sapiens 

<220> 

<221> CDS 

<222> (99). . (1688) 
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<400> 1 

gttgacagcc attatacttg cccacgaatc tttgagaaca ttataatgac ctttgtgcct 60 



cttcttgcaa ggtgttttct cagctgttat ctcaagac atg gat ata aaa aac tea 116 

Met Asp lie Lys Asn Ser 
1 5 



cca tct age ctt aat tct cct tec tec tac aac tgc agt caa tec ate 164 
Pro Ser Ser Leu Asn Ser Pro Ser Ser Tyr Asn Cys Ser Gin Ser lie 

10 15 20 



tta ccc ctg gag cac ggc tec ata tac ata cct tec tec tat gta gac 212 
Leu Pro Leu Glu His Gly Ser He Tyr He Pro Ser Ser Tyr Val Asp 

25 30 35 



age cac cat gaa tat cca gec atg aca ttc tat age cct get gtg atg 260 
Ser His His Glu Tyr Pro Ala Met Thr Phe Tyr Ser Pro Ala Val Met 
40 45 50 



aat tac age att ccc age aat gtc act aac ttg gaa ggt ggg cct ggt 
Asn Tyr Ser He Pro Ser Asn Val Thr Asn Leu Glu Gly Gly Pro Gly 
55 60 65 70 



308 



egg cag ace aca age cca aat gtg ttg tgg cca aca cct ggg cac ctt 356 
Arg Gin Thr Thr Ser Pro Asn Val Leu Trp Pro Thr Pro Gly His Leu 

75 80 85 
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tct cct tta gtg gtc cat cgc cag tta tea cat ctg tat gcg gaa cct 404 
Ser Pro Leu Val Val His Arg Gin Leu Ser His Leu Tyr Ala Glu Pro 

90 95 100 



caa aag agt ccc tgg tgt gaa gca aga teg eta gaa cac acc tta cct 452 
Gin Lys Ser Pro Trp Cys Glu Ala Arg Ser Leu Glu His Thr Leu Pro 
105 110 115 

gta aac aga gag aca ctg aaa agg aag gtt agt ggg aac cgt tgc gec 500 
Val Asn Arg Glu Thr Leu Lys Arg Lys Val Ser Gly Asn Arg Cys Ala 
120 125 130 

age cct gtt act ggt cca ggt tea aag agg gat get cac ttc tgc get 548 
Ser Pro Val Thr Gly Pro Gly Ser Lys Arg Asp Ala His Phe Cys Ala 
135 140 145 150 



gtc tgc age gat tac gca teg gga tat cac tat gga gtc tgg teg tgt 596 

Val Cys Ser Asp Tyr Ala Ser Gly Tyr His Tyr Gly Val Trp Ser Cys 

155 160 165 

gaa gga tgt aag gee ttt ttt aaa aga age att caa gga cat aat gat 644 

Glu Gly Cys Lys Ala Phe Phe Lys Arg Ser lie Gin Gly His Asn Asp 

170 175 180 



tat att tgt cca get aca aat cag tgt 
Tyr lie Cys Pro Ala Thr Asn Gin Cys 
185 190 



aca 
Thr 



ate gat aaa aac egg cgc 
lie Asp Lys Asn Arg Arg 
195 



692 
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aag age tgc cag gec tgc cga ctt egg aag tgt tac gaa gtg gga atg 740 

Lys Ser Cys Gin Ala Cys Arg Leu Arg Lys Cys Tyr Glu Val Gly Met 

200 205 210 

gtg aag tgt ggc tec egg aga gag aga tgt ggg tac cgc ctt gtg egg 788 

Val Lys Cys Gly Ser Arg Arg Glu Arg Cys Gly Tyr Arg Leu Val Arg 

215 220 225 230 



aga cag aga agt gee gac gag cag ctg cac tgt gec ggc aag gec aag 836 
Arg Gin Arg Ser Ala Asp Glu Gin Leu His Cys Ala Gly Lys Ala Lys 

235 240 245 



aga agt ggc ggc cac gcg ccc cga gtg egg gag ctg ctg ctg gac gee 884 
Arg Ser Gly Gly His Ala Pro Arg Val Arg Glu Leu Leu Leu Asp Ala 

250 255 260 



ctg age ccc gag cag eta gtg etc ace etc ctg gag get gag ccg ccc 932 
Leu Ser Pro Glu Gin Leu Val Leu Thr Leu Leu Glu Ala Glu Pro Pro 
265 270 275 



cat gtg ctg ate age cgc ccc agt gcg ccc ttc acc gag gee tec atg 980 
His Val Leu He Ser Arg Pro Ser Ala Pro Phe Thr Glu Ala Ser Met 
280 285 290 



atg atg tec ctg acc aag ttg gee gac aag gag 
Met Met Ser Leu Thr Lys Leu Ala Asp Lys Glu 
295 300 305 



ttg gta 
Leu Val 



cac atg ate 1028 
His Met He 
310 
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age tgg gec aag aag att ccc ggc ttt 
Ser Trp Ala Lys Lys lie Pro Gly Phe 

315 



gtg gag etc age ctg ttc gac 1076 
Val Glu Leu Ser Leu Phe Asp 
320 325 



caa gtg egg etc ttg gag age tgt tgg atg gag gtg tta atg atg ggg 1124 
Gin Val Arg Leu Leu Glu Ser Cys Trp Met Glu Val Leu Met Met Gly 

330 335 340 



ctg atg tgg cgc tea att 
Leu Met Trp Arg Ser lie 
345 

gat ctt gtt ctg gac agg 
Asp Leu Val Leu Asp Arg 
360 

gaa ate ttt gac atg etc 
Glu lie Phe Asp Met Leu 
375 380 

aaa etc caa eae aaa gaa 
Lys Leu Gin His Lys Glu 

395 



gac cac ccc ggc aag etc 

Asp His Pro Gly Lys Leu 
350 

gat gag ggg aaa tgc gta 

Asp Glu Gly Lys Cys Val 

365 370 

ctg gca act act tea agg 

Leu Ala Thr Thr Ser Arg 

385 

tat etc tgt gtc aag gee 

Tyr Leu Cys Val Lys Ala 

400 



ate ttt get cca 1172 
He Phe Ala Pro 
355 

gaa gga att ctg 1220 
Glu Gly He Leu 

ttt cga gag tta 1268 
Phe Arg Glu Leu 

390 

atg ate ctg etc 1316 
Met He Leu Leu 
405 



aat tec agt atg tac cct ctg 
Asn Ser Ser Met Tyr Pro Leu 

410 



gtc aca 
Val Thr 
415 



gcg ace cag gat get gac age 
Ala Thr Gin Asp Ala Asp Ser 

420 



1364 
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age egg aag ctg get cac ttg ctg aac gee gtg ace gat get ttg gtt 1412 
Ser Arg Lys Leu Ala His Leu Leu Asn Ala Val Thr Asp Ala Leu Val 
425 430 435 



tgg gtg att gee aag age 
Trp Val He Ala Lys Ser 
440 



ggc ate tec tec cag 
Gly lie Ser Ser Gin 
445 



cag caa tec atg cgc 1460 
Gin Gin Ser Met Arg 
450 



ctg get aac etc ctg atg etc ctg tec cac gtc agg cat gcg agt aac 1508 

Leu Ala Asn Leu Leu Met Leu Leu Ser His Val Arg His Ala Ser Asn 

455 460 465 470 

aag ggc atg gaa cat ctg etc aac atg aag tgc aaa aat gtg gtc cca 1556 

Lys Gly Met Glu His Leu Leu Asn Met Lys Cys Lys Asn Val Val Pro 

475 480 485 

gtg tat gac ctg ctg ctg gag atg ctg aat gee cac gtg ctt cgc ggg 1604 

Val Tyr Asp Leu Leu Leu Glu Met Leu Asn Ala His Val Leu Arg Gly 

490 495 500 



tgc aag tec tec ate acg ggg tec gag tgc age ccg gca gag gac agt 1652 
Cys Lys Ser Ser He Thr Gly Ser Glu Cys Ser Pro Ala Glu Asp Ser 



505 



510 



515 



aaa age aaa 
Lys Ser Lys 
520 



gag ggc tec cag aac cca cag tct cag tgacgcctgg 
Glu Gly Ser Gin Asn Pro Gin Ser Gin 

525 530 



1698 
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ccctgaggtg aactggccca cagaggtcac aagctgaagc gt 1740 

<210> 2 
<211> 22 

<212> DNA 

<213> Artificial Sequence 
<400> 2 

gtgcctcttc ttgcaaggtg tt 22 

<210> 3 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<400> 3 

tcagcttgtg acctctgtgg 20 
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